Supplemental Materials and Methods 8 pSTAT3 immunohistochemistry: Mice were injected icv. with 0.2 µg/g leptin or aCSF. After 30 min, 9 mice were sacrificed under pentobarbital anesthesia by cardiac perfusion with PBS and 4% 10 paraformaldehyde. Brains were removed, dehydrated and stored at -80°C until sectioned coronally on 11 a microtome (30 µm). p-STAT3 was determined in free-floating tissue using an anti-pSTAT3 rabbit 12 TaqMan primers for peroxisome proliferator-activated receptor gamma coactivator 1-alpha (PGC-1α, 32 Mm01208835_m1) and UCP1 (Mm01244861_m1). 18s (Hs99999901_s1) was used as a 33 housekeeping gene and did not vary between groups. Amplifications were performed using a Real 34 Plex4 Mastercycler (Eppendorf, Hamburg, Germany).Thermal cycling conditions included 2 min at 35 50°C, 95°C for 10 min followed by 40 cycles at 95°C for 15 s and 60°C for 1 min. The mRNA levels 36 were determined by the comparative ∆Ct method. 
